//S \ T HoNpeplacement Sheet 
VLI *» * | 

(a) Primer C (SEQ ID NO: 1) 

5' GATGAGTTCGTG T CCG T AC A AC T G G 3' 

Primer D (SEQ ID NO: 2) 

5' GAATCACGGTATCCGGCTGCGCTGA 3' 
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■(b) 





PCR reaction liquid G 


PCR reaction liquid H 


TaKaRa La Taq 


0. 2//L 


0. 2ju L 


2 XGC b u f f e r I 


1 0//L 


10//L 


dNTP mixture 


3. 2j/L 


3. 2//L 


Sample liquid A or B 


4 n L (Sample liquid A) 


4 0 L (Sample liquid B) 


Primer solution E 


0. 9tfL 


0. 9//L 


Primer solution F 


0. 9#L 


0. 9U L 


Distilled water 


0. 8/(L 


0. 8//L 



(c) 



94°C, 1 min. <- 
I 

58°C, 1 min. 
i 

72°C, 30 sec. - 
1 

Termination 



25 cycles 



Fig. 14 
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• Wild type A DNA (SEQ ID NO: 3) /" R l 

5* GATGAGTTCGTGTCCGTACAACT 
3' CTACTCAAGCACAGGCATGTTGA 

* Mutant A DNA (SEQ ID NO: 4) f "2 

5' GATGAGTTCGTGTCCGTACAACT 
3' CTACTCAAGCACAGGCATGTTGA 



i 
I 



• Typing primer (SEQ ID NO: 5) 

5' GATGAGTTCGT G T CCGTACAACTG 3' 

(b) 





PCR reaction liquid I 


PCR reaction liquid J 


T a K a R a Taq 


0. 1 u L 


0. 1 fx L 


1 0 x p c R buffer 


2 V L 


2//L 


d N T P mixture 


1 . 6 U L 


1 . 6/fL 


Wild type A DNA liquid or 
Mutant A DNA liquid 


2 V L 
(Wild type A DNA liquid) 


2 // L 

(Mutant A DNA liquid) 


Typing primer solution 


0. 9 U L 


0. 9U L 


Primer solution F 


0. 9 |/ L 


O. 9 jU L 


Distilled water 


12. 5 ju L 


12. 5 jw L 




3' 
5' 



(c) 



94°C % 1 min. <- 
i 

58°C % 1 min. 
i 

72°C, 20 sec. 
1 

Termination 



1 5 cycles 



Fig. 1 6 
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c: <3 

Q> O 
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0 



PCR reaction liquid I 

Fig. 1 7 



PCR reaction liquid J 



(a) 



Primer 3 (SEQ ID NO: 6) 

5' GATGAGTTCGTGTCCGTACAACT 3* 



(b) 





Extension reaction liquid K 


Extension reaction liquid L 


TaKaRa Taq 


0. 1//L 


0. 1|/ L 


1 0 x p C R buffer 


2(t L j 


2# L 


dATP solution 


1. 6//L 


1. Si/I- 


Wild type A DNA liquid or 
Mutant A DNA liquid 


8u L 

(Wild type A DNA liquid) 


SA L 

(Mutant A DNA liquid) 


Primer solution M 


0. 9J/L 


0. 9//L 


Distilled water 


12. 5/1 L 


1 2. 5//L 



(c) 

94°C, 1 min. <- 
I 

58°C, 1 min. 
I 

72°C, 20 sec. ~ 
I 

Termination 



30 cycles 



Fig. 1 8 



